Supplementary Figure S1 | VGluT1 expression increases during development. (A)
Young (DIV 11) and mature (DIV 18) hippocampal neurons co-immunostained for Shank3 (A488, green), Shank2 (A568, red) and VGluT1 (A647, blue). White puncta in the merge images (far right) indicate colocalization of all three proteins. Scale bar: 20 μm. White boxes mark dendrites shown in Figure 1. (B) Dendrites of young (DIV 11 & 14) and mature (DIV 18 & 21) hippocampal neurons immunostained for VGluT1. Scale bar: 5 μm. (C-E) Three-dimensional analysis of VGluT1 puncta at DIV 11, 14, 18 and 21 quantifying intensity (C), density (D) or volume (E) (mean ± SEM; DIV 21, N = 18; all others, N = 16 from 10-12 neurons from 2 culture preps; Kruskal-Wallis one-way ANOVA followed by Dunn's correction post-hoc multiple comparisons. n.s. p ≥ 0.05, *** p < 0.0005, **** p < 0.0001). (Kruskal-Wallis one-way ANOVA followed by Dunn's correction post-hoc multiple comparisons, N = 400 -600 events from 11 neurons from 5-7 culture preps per condition; n.s. p ≥ 0.05, * p < 0.05, ** p < 0.01, *** p < 0.001). (C-E) Per-cell-basis pairwise comparisons of peak amplitude (C), rise time (D) and frequency (E) between baseline and ZnCl 2 conditions of shLuci, shShk3 or shShk2 neurons (mean ± SEM, two-way ANOVA; n.s. p ≥ 0.05, * p < 0.05. Sidak correction multiple post-hoc comparisons, N = 10-11 cells from 5-7 culture preps per condition; n.s. p ≥ 0.05, * p < 0.05).
